. Genetic screen for mutants defective in heterochromatin boundary function. (a) Schematic diagram of insertions at centromere 1 in the tester strain used for the screen, showing the centromeric outer repeats (otr), innermost repeats (imr) central core (cnt), tRNA genes (red lines) and IRC elements (red triangles). ura4 + inserted just outside the IRC element on the left side of the centromere (IRC1L:ura4 + ) serves as a reporter gene to monitor heterochromatin spreading. A nourseothricin resistance cassette (NatR) inserted upstream of the per1 + locus, approximately 4kb from the ura4 + gene, allows selection for the reporter during crossing. The strain also contains the P56Q allele of the ribosomal protein gene rpl42 + , which confers recessive resistance cyclohexamide (cyhR) thereby providing a means of selecting against diploids. (b) Strategy to introduce the IRC1L:ura4 + reporter into the fission yeast deletion library. Deletions in the fission yeast knockout strains are marked with a kanamycin resistance cassette (kanR); high throughput crossing of the tester strain to the deletion library followed by plating on selective media allowed selection for haploid progeny bearing both the IRC1L:ura4 + reporter and a single gene deletion. These cells were then transferred to media supplemented with 5-FOA to screen for mutants exhibiting increased growth in the presence of 5-FOA, indicative of reduced expression of IRC1L:ura4 + . 
